Graphical Abstract Highlights d Structures of five nucleolar pre-60S intermediates by cryo-EM d Assembly factors Nsa1, Mak16, Rpf1, and Rrp1 form a module at the solvent side d Erb1 acts as a central coordinator at the intersubunit side d A sequential assembly pathway follows after the 5 0 to 3 0 circular formation of pre-rRNA
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In Brief
Cryo-EM analysis of the architecture of pre-60S ribosomes provides insights into the sequential events and intermediate states critical for ribosome assembly, as well as the functions of many associated factors.
